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The US FDA and the European Medicines Agency have
recently proposed the implementation of the Quality by
Design (QbD) paradigm to the manufacture of biophar-
maceuticals. Its implementation requires the use of all
available knowledge of a given product, including the
parameters that affect its quality, for the design, optimi-
zation and control of the manufacturing process. The
goal is to ensure that quality is built into the product at
every stage of the manufacturing process. Most licensed
monoclonal antibodies (mAbs) are based on the immu-
noglobulin G isotype and contain a consensus N-linked
glycosylation site on the Cg2 domains of their heavy
chains. Studies have found that the oligosaccharides
attached to this site dramatically influence the efficacy
of mAbs as therapeutics either by reducing their serum
half-life or by directly affecting the mechanisms they
trigger in vivo[1,2], thus defining glycosylation as a criti-
cal quality attribute of mAbs under the QbD scope. It
has been recently proposed that detailed mathematical
models will play a critical role in the design, control and
optimization of biopharmaceutical manufacturing pro-
cesses under the QbD scope [3]. To our knowledge,
there are currently no mathematical models that relate
mAb glycosylation with cell culture conditions.
Several reports have shown that glycosylation is
directly affected by the intracellular availability of
nucleotide sugar donors (NSDs) [4] which are the co-
substrates for the glycosylation reactions that occur in
the Golgi apparatus. During culture, cells synthesize all
the relevant NSDs from glucose through the nucleotide
sugar metabolic pathway. In an effort to relate process
conditions with mAb glycosylation, we have generated a
dynamic mathematical model for this metabolic path-
way. The NSD pathway described in KEGG [5] was
used as the starting point. In the full pathway, four
potential carbon sources are converted into the eight
main NSDs (UDP-GlcNAc, UDP-Glucose, UDP-Galac-
tose, UDP-GalNAc, UDP-GlcA, GDP-Man, GDP-Fuc
and CMP-Neu5Ac) through 31 enzymatic reactions.
However, many of the intermediary species are difficult
to measure throughout the course of cell culture. For
this reason, the kinetic model was reduced based on the
methodology described by Nolan and Lee [6] whereby
sequential reactions along different branches of the
pathway were lumped into single reactions. As an addi-
tional simplification, glucose was considered as the only
carbon source for the pathway. In order to relate NSD
metabolism with macroscopic cell culture variables, a
model for cell growth, nutrient depletion, metabolite
accumulation and product secretion was formulated
based on conventional Monod kinetics. Both models
were linked by defining the intracellular glucose accu-
mulation needed for the NSD model as a function of
the glucose maintenance energy term (ms,glc)f r o mt h e
cell culture model; the outlet of NSDs from the cells
was associated to the product secretion rate.
In order to estimate the unknown parameters of the
combined model, experimental data from Kochanowski
and collaborators [7] was used. First, the parameters
from the macroscopic model were estimated from the
data, including the maintenance energy term for glu-
cose. The results are shown in panels A, B, C and D of
Figure 1. Once the cell culture data was reproduced
accurately with the estimated parameters, the unknown
kinetic parameters from the NSD component of the
model were estimated with the intracellular NSD data
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panels E, F, G and H of Figure 1.
Figure 1 shows that, overall, the model reproduces the
experimental data accurately. The only exceptions are
the UDP-GlcNAc concentration profiles for both culture
media and the UDP-GalNAc profiles for the SF-RPMI
medium. In the case of UDP-GlcNAc, the model pre-
dicts higher accumulation of this NSD towards the end
of the data set, whereas the experimental data suggests
that the profile flattens out. It is likely that the model
Figure 1 Model reproduction of the experimental data. A, B, C and D show reproduction of viable cell counts (Xv), dead cell counts (Xd),
glucose, glutamine, ammonia and product concentrations in conventional culture media (SF-RPMI) and optimized chemically defined media (PF-
BDM). E, F, G and H show reproduction of intracellular NSD concentrations.
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experimental data for CMP-Neu5Ac was unavailable
and therefore, this NSD was not considered within the
model. From the reduced metabolic network for NSDs,
i ti sk n o w nt h a tC M P - N e u 5 A ci sp r o d u c e df r o mU D P -
GlcNAc. If CMP-Neu5Ac is not considered within the
model, it is natural that the model will predict addi-
tional accumulation of UDP-GlcNAc. In the case of
UDP-GalNAc for the SF-RPMI medium, overaccumula-
tion for this NSD is also predicted by the model. It is
possible that this is due to the excess accumulation of
UDP-GlcNAc. From the metabolic network, it is known
that UDP-GalNAc is directly synthesized from UDP-
GlcNAc. If the model predicts higher accumulation of
the latter, it will certainly predict higher UDP-GalNAc
accumulation as well.
To our knowledge, the model presented in this work
is the first to link cell culture variables with intracellular
metabolic processes through the glucose maintenance
energy term (ms,glc). Furthermore, it is the first model to
relate cell culture variables with intracellular NSD con-
centrations and the results show that it is capable of
reproducing experimental data accurately. However, in
order to achieve better reproduction of experimental
data and obtain higher confidence in the estimated para-
meters, additional experimental data is needed. Specifi-
cally, the concentration profiles of GDP-Fuc and CMP-
Neu5Ac throughout cell culture would lead to improved
reproduction of experimental data and predictive cap-
abilities of the model. Furthermore, fed-batch cultures
are also necessary to validate the model and its
parameters.
Once validated with additional data, our mathematical
model for NSD metabolism, can be coupled to a model
for Golgi N-linked glycosylation. This combined model
would generate a direct link between extracellular glu-
cose concentration, which is a readily measurable pro-
cess variable, and protein glycosylation. Such a
combined model has great potential for the design, con-
trol and optimization of manufacturing processes that
produce mAbs with built in glycosylation-associated
quality as proposed under the QbD paradigm.
Acknowledgements
Ioscani Jiménez would like to thank CONACYT and The Mario Molina
Foundation for their financial support. Cleo Kontoravdi would like to
acknowledge the support of Lonza Biologics for her Fellowship.
In memoriam Dr. Judit M. Nagy.
Author details
1Department of Chemical Engineering, Imperial College London, London,
SW7 2AZ, UK.
2Institute of Biomedical Engineering, Imperial College London,
London, SW7 2AZ, UK.
Published: 22 November 2011
References
1. Chen X, Liu YD, Flynn GC: The effect of Fc glycan forms on human IgG2
antibody clearance in humans. Glycobiology 2009, 19:240-249.
2. Raju TS: Terminal sugars of Fc glycans influence antibody effector
functions of IgGs. Curr Opin Immunol 2008, 20:471-478.
3. Jimenez del Val I, Kontoravdi C, Nagy JM: Towards the implementation of
quality by design to the production of therapeutic monoclonal
antibodies with desired glycosylation patterns. Biotechnol Prog 2010,
26:1505-1527.
4. Wong DCF, Wong KTK, Goh LT, Heng CK, Yap MGS: Impact of dynamic
online fed-batch strategies on metabolism, productivity and N-
glycosylation quality in CHO cell cultures. Biotechnol Bioeng 2004,
89:164-177.
5. Kanehisa M, Araki M, Goto S, Hattori M, Hirakawa M, Itoh M, Katayama T,
Kawashima S, Okuda S, Tokimatsu T, Yamanishi Y: KEGG for linking
genomes to life and the environment. Nucleic Acids Res 2008, 36:
D480-D484.
6. Nolan R, Lee K: Modeling the dynamics of cellular networks. In Methods
in Bioengineering: Systems Analysis of Biological Networks. Artech House
Publishers;Jayaraman A, Hahn J 2009:.
7. Kochanowski N, Blanchard F, Cacan R, Chirat F, Guedon E, Marc A,
Goergen JL: Influence of intracellular nucleotide and nucleotide sugar
contents on recombinant interferon-γ glycosylation during batch and
fed-batch cultures of CHO cells. Biotech Bioeng 2008, 100:721-733.
doi:10.1186/1753-6561-5-S8-P10
Cite this article as: Jiménez del Val et al.: Quantification of intracellular
nucleotide sugars and formulation of a mathematical model for
prediction of their metabolism. BMC Proceedings 2011 5(Suppl 8):P10.
Submit your next manuscript to BioMed Central
and take full advantage of: 
• Convenient online submission
• Thorough peer review
• No space constraints or color ﬁgure charges
• Immediate publication on acceptance
• Inclusion in PubMed, CAS, Scopus and Google Scholar
• Research which is freely available for redistribution
Submit your manuscript at 
www.biomedcentral.com/submit
Jiménez del Val et al. BMC Proceedings 2011, 5(Suppl 8):P10
http://www.biomedcentral.com/1753-6561/5/S8/P10
Page 3 of 3